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Despite the availability of protective vaccines, tick-borne encephalitis virus (TBEV) infections have been increasingly reported to
the European Centre for Disease Prevention and Control in the past 2 decades. Since the diagnosis of TBEV exposure relies on
serological testing, we compared two commercial enzyme-linked immunosorbent assays (ELISAs), i.e., Inmunozym FSME IgG
assay (ELISA-1) and Euroimmun FSME Vienna IgG assay (ELISA-2). Both assays use whole TBEV antigens, but they differ in
viral strains (Neudoerfl for ELISA-1 and K23 for ELISA-2) and cutoff values. In testing of samples from 398 healthy blood do-
nors, ELISA-1 showed higher reactivity levels than ELISA-2 (P < 0.001), suggesting different assay properties. This finding was
supported by Bland-Altman analysis of the optical density at 450 nm (OD,5,) (mean bias, +0.32 [95% limits of agreement, —0.31
to +0.95]) and persisted after transformation into Vienna units. Concordant results were observed for 276 sera (69%) (44 posi-
tive and 232 negative results). Discordant results were observed for 122 sera (31%); 15 were fully discordant, all being ELISA-1
positive and ELISA-2 negative, and 107 were partially discordant (101 being ELISA-1 indeterminate and ELISA-2 negative and 6
having positive or indeterminate reactivity in both ELISAs). Neutralization testing at a 1:10 dilution yielded positive results for
33 of 44 concordant positive sera, 1 of 15 fully discordant sera, and 1 of 33 partially discordant sera. Indirect immunofluores-
cence testing revealed high antibody titers of =100 for yellow fever virus in 18 cases and for dengue virus in one case, suggesting
that cross-reactivity contributed to the ELISA-1 results. We conclude that (i) cross-reactivity among flaviviruses remains a limi-

tation of TBEV serological testing, (ii) ELISA-2 revealed reasonable sensitivity and specificity for anti-TBEV IgG population
screening of human sera, and (iii) neutralization testing is most specific and should be reserved for selective questions.

Despite the availability of protective vaccines, tick-borne en-
cephalitis (TBE) has been increasingly reported in Europe
over the past 2 decades (1). According to a recent analysis by the
European Centre for Disease Prevention and Control (ECDC),
29,381 cases of TBE have been diagnosed in 16 countries of the
European Union (EU)/European Free Trade Association (EFTA)
since the year 2000. The annual rates range from 2,000 to 3,500
cases per year, showing a net increase despite a remarkable and as
yet unexplained 3-year peak periodicity. Climate changes, with
milder winters and earlier and prolonged summer seasons, and
increasing numbers of small rodent and larger wild and domestic
animal hosts, such as deer, sheep, and goats, are thought to con-
tribute to expanding areas in which tick-borne encephalitis virus
(TBEV)-infected ticks are endemic, which facilitates human ex-
posure during occupational and leisure activities outdoors (2—4).
The notable exception to this European trend is Austria, where
TBEV vaccination has been effectively delivered (5). In Switzer-
land, TBEV-infected ticks have been documented to expand to
new geographic localities, with now close to 40 foci of endemicity
and a mean prevalence of TBEV-infected ticks of 0.46% (6).
TBEV belongs to the family Flaviviridae, genus Flavivirus, and
includes the European, Siberian, and Far Eastern subtypes, with
their respective geographic distributions (7). TBEV is transmitted
to humans through the saliva of infected ticks. Ixodes ricinus is the
main vector of TBEV in central, northern, and eastern Europe and
Ixodes persulcatus in parts of the Baltic States, Finland, Russia, and
Siberia. Rarely, other routes of transmission, such as consumption
of raw milk products from viremic livestock, have been implicated
(8,9). The clinical manifestations of TBEV infections are typically
biphasic, with a nonspecific flu-like viral syndrome during the
initial viremic phase followed by meningitis, encephalitis, and me-
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ningoencephalitis in the second phase, during which viremia is
cleared and TBEV-specific antibodies are mounted. Thus, TBE is
usually diagnosed during the second phase by serological testing.

TBE recently has become a notifiable disease according to
ECDC recommendations, but there are still wide variations in
national case definitions and reporting practices. Moreover, sero-
logical testing is not standardized, although the quantification of
TBEV antibody activity (e.g., in Vienna units [VIEU]) has been
attempted. In order to complement current surveillance studies
on TBEV prevalence rates in ticks, baseline seroprevalence studies
in healthy individuals are of interest, but robust assays are neces-
sary for this purpose. Here we compared two commercially avail-
able enzyme-linked immunosorbent assays (ELISAs) among 398
healthy blood donors in Basel, Switzerland, and we report on test
performance and concordance of results.
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FIG 1 Testing flowchart. Serum samples from 398 healthy blood donors were tested for anti-TBEV IgG by the indicated ELISAs. Sera with concordant positive
results or any discordant results of =15 Vienna units (VIEU)/ml in ELISA-2 were tested by neutralization testing (NT). pos, positive; neg, negative; indet,

indeterminate.

MATERIALS AND METHODS

Blood donor population. Serum samples from 398 healthy blood donors
were collected between February 2007 and January 2008, as described
previously (10) (Fig. 1). During the past 5 years, samples underwent three
cycles of freezing and thawing. The stability of the antibody activities was
independently confirmed by ELISA in another study (11). All sera were
stored at —20°C; aliquots of the samples were thawed and stored at 4°C
during the testing period and were refrozen afterwards.

TBEV-specific IgG ELISAs. ELISA-1 was the Inmunozym FSME IgG
assay (lot A13008; Progen, Heidelberg, Germany), which is the current
routine test in the Division of Infection Diagnostics, a fully accredited
microbiology laboratory (according to ISO/IEC 17025:2005 criteria).
ELISA-1 uses TBEV antigens prepared from Neudoerfl strain-infected cell
cultures. The optical density at 450 nm (OD,5,) was measured, and results
were transformed into VIEU per milliliter using one-point calibration
(calibrator 4), low-level and high-level positive serum samples, and a Mi-
crosoft Excel module (Immunozym one-point calibration module). The
lower and upper limits of quantification were 15 VIEU/ml and 340 VIEU/
ml, respectively, and OD 5, values higher than the upper limit were re-
stricted to the upper limit value, as described by the manufacturer. The
results were categorized as negative for values of <63 VIEU/ml, indeter-
minate for values between 63 and 126 VIEU/ml, and positive for values of
>126 VIEU/ml.

ELISA-2 was the FSME Vienna IgG assay (lot E130723AN; Euroim-
mun, Libeck, Germany), which used TBEV antigens prepared from K23
strain-infected cell cultures. The OD,s, values were transformed into
VIEU per milliliter using a reference curve derived from calibrators 1 to 4,
as described by the manufacturer. The lower and upper limits of quanti-
fication were 15 VIEU/ml and 1,000 VIEU/ml, respectively. According to
the manufacturer, the linear range of ELISA-2 was between 81 and 978
VIEU/ml. Values exceeding the upper limit of quantification were not
restricted, but samples could be retested using a higher predilution. The
results were categorized as negative for values of <120 VIEU/ml, indeter-
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minate for values between 120 VIEU/ml and 165 VIEU/ml, and positive
for values of =165 VIEU/ml. ELISA-2 was performed with the DS2 ELISA
automation system (Dynex Technologies, Chantilly, VA), according to
the manufacturer’s protocols and the distributor’s advice (RUWAG Han-
dels AG, Bettlach, Switzerland).

Neutralization testing. Selected sera, including 44 concordant ELISA-
positive samples, 15 fully discordant samples (ELISA-1 positive/ELISA-2
negative or ELISA-1 negative/ELISA-2 positive), and 33 partially discor-
dant samples (any other discordant combination of ELISA-1 and ELISA-2
results, i.e., indeterminate/positive, indeterminate/negative, positive/in-
determinate, or negative/indeterminate) were sent to the Department of
Virology, Medical University of Vienna (Vienna, Austria), and the pres-
ence of TBEV-neutralizing IgG antibodies was tested in 2-fold dilutions
starting at 1:10, as described elsewhere (12).

Indirect immunofluorescence testing. Selected sera, including 15
samples with fully discordant results and 33 with partially discordant re-
sults for ELISA-1 and ELISA-2, were tested for other flavivirus reactivities
by indirect immunofluorescence (indIF) testing (Euroimmun flavivirus
mosaic) at Euroimmun AG (Libeck, Germany). All sera were tested at
dilutions of 1:10, 1:100, 1:1,000, 1:32, and 1:320, to derive the most likely
specific response from the highest titer.

Statistical analysis. All results were collected in data groups and ana-
lyzed by GraphPad Prism software (version 6.0d). Non-Gaussian distri-
bution was assumed for samples yielding P values of <0.05 in D’Agostino-
Pearson (omnibus K2 test), Shapiro-Wilk, and Kolmogorov-Smirnov
normality tests.

Paired groups were tested with the Wilcoxon matched-pairs signed-
rank test or the chi-square test. Significant differences were assumed for P
values of <0.05. Bland-Altman analysis and plots were used to compare
paired results, and findings are expressed as mean bias differences with
95% limits of agreement (13). Contingency tables were analyzed with
the k coefficient using GraphPad QuickCalcs (http://graphpad.com
/quickcalcs/kappa2) or with Cramer’s V (¢_) using the VassarStats website
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TABLE 1 Intra-assay precision (1 = 6)

Primary results” Transformed results

OD,5, VIEU/ml
Test and sample (mean = SD) CV (%) (mean = SD) CV (%)
ELISA-1
High-level control ~ 1.72 £ 0.153  8.89 >340 NA
Low-level control ~ 0.73 = 0.139 18.97 166.1 £ 20.7 12.45
Calibrator 4 1.99 = 0.196  9.83
ELISA-2
Positive control 1.39 £0.085 6.13 760.0 = 20.2  2.66
Negative control 0.09 = 0.042  48.42 30.3 £ 18.0 59.46
Calibrator 1 1.74 £0.103 594
Calibrator 2 0.74 = 0.048  6.48
Calibrator 3 0.41 = 0.026  6.40
Calibrator 4 0.05 £0.003  6.05

“ ODys0, optical density at 450 nm; SD, standard deviation; CV, coefficient of variation;
NA, not applicable.

(http://vassarstats.net/newcs.html). Median results were presented with
the 25% to 75% percentiles, to indicate the interquartile range (IQR).

RESULTS

ELISA reproducibility of calibrators. We investigated the intra-
assay precision among controls and calibrators used for each run.
The antibody activity, measured as OD 5, and the transformed
VIEU/ml values were analyzed for six measurements (Table 1).
For ELISA-1, the coefficients of variation (CVs) of the OD,, val-
ues showed excellent precision of <10% except for the 18.97% for
the low-level control samples. Similarly, the VIEU-transformed
data for the low-level control samples yielded 12.45%, indicating
sufficient precision within the transformed data. The high-level
control value was above 340 VIEU/ml and was restricted, as indi-
cated by the manufacturer. For ELISA-2, the four calibrators and
the positive control showed excellent precision, with CVs of
<10%. ELISA-2 also provided a negative control, which showed a

B

p<0.0001

CV of 48.42% (59.46% after transformation into VIEU), as ex-
pected for very low signals. The data indicated acceptable preci-
sion for both assays.

Comparison of TBEV antibody activities in ELISA-1 and
ELISA-2. The sera of 398 healthy blood donors were tested for IgG
with both ELISA-1 and ELISA-2, as recommended by the respec-
tive manufacturers. Comparison of the antibody activities (ex-
pressed as OD,s, values) revealed a significantly higher median
OD,;, for ELISA-1 (OD,s,, 0.26 [IQR, 0.18 to 0.40]) than for
ELISA-2 (OD,50, 0.03 [IQR, 0.02 to 0.06]; P < 0.0001) (Fig. 2A).
The data suggested significant differences in the assay properties.
To compare the individual results, a Bland-Altman analysis was
performed, whereby, for each serum sample, the (ELISA-1 re-
sult — ELISA-2 result) difference was plotted against the arithme-
tic mean of both assays (i.e., [ELISA-1 result + ELISA-2 result]/2)
(Fig. 2B). As illustrated by the graph, ELISA-1 yielded steadily
higher OD,5, values than did ELISA-2, with a mean bias difference
in OD,s, values of +0.32 (95% limits of agreement, —0.31 to
+0.95).

Since both assays provide quantification of antibody activity
through the use of calibrators, we compared transformed data in
VIEU per milliliter, as recommended by the respective manufac-
turers. The median IgG level for ELISA-1 was 57 VIEU/ml (IQR,
38 to 89 VIEU/ml), which was significantly higher than the me-
dian level for ELISA-2* of 15 VIEU/ml (IQR, 15 to 18 VIEU/ml;
P < 0.0001) (Fig. 3A). Since anti-TBEV IgG quantification by
ELISA-1 was restricted to a maximum value of 340 VIEU/ml, we
also restricted ELISA-2 results to 340 VIEU/ml (Fig. 3A, ELISA-
2*); however, the difference between the two activities remained
significant (P < 0.0001). To compare the individual transformed
VIEU results, a Bland-Altman analysis was performed, yielding a
mean bias difference of +37 VIEU/ml (95% limits of agreement,
—33 to +107 VIEU/ml). Thus, the results indicated that the
ELISAs yielded significantly different quantifications of TBEV IgG
activities, with ELISA-1 values being higher for almost all sera
tested.

0.1

A ODy5,, (ELISA-1 — ELISA-2)
=

Anti-TBEV IgG activity (ODysq,.1)

0.01

o o ]
ELISA-1 ELISA-2

B
Ll
- W .
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FIG 2 Comparison of anti-TBEV IgG activities determined by ELISA-1 and ELISA-2. (A) Primary readout (OD,s,) data for sera from 398 healthy blood donors
that were tested by ELISA-1 and ELISA-2. Lines, respective medians and 25th and 75th percentile values (Wilcoxon test, P < 0.0001). (B) Bland-Altman plot of
the OD,;, results shown in panel A. Dashed black lines indicate the 95% limits of agreement; the dashed red line indicates mean bias difference.
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FIG 3 Comparison of anti-TBEV IgG values transformed into Vienna units according to ELISA-1 and ELISA-2 calibrators. (A) Transformed data for sera from
398 healthy blood donors that were tested by ELISA-1 and ELISA-2. The results were transformed into VIEU per milliliter as described by the manufacturers. The
ELISA-1 results were limited to a ceiling of 340 VIEU/ml. ELISA-2 results are expressed without a corresponding ceiling; for ELISA-2* results, the value of 340

VIEU/ml used for ELISA-1 was applied. Lines, respective medians and 25th and

75th percentiles (Wilcoxon P < 0.0001). (B) Bland-Altman plot of the ELISA-1

and ELISA-2* VIEU/ml results shown in panel A. Dashed black lines indicate the 95% limits of agreement; the dashed red line indicates mean bias difference.

Comparison of qualitative results. To investigate the baseline
seroprevalence among healthy blood donors, the quantitative re-
sults were categorized as recommended by the respective manu-
facturers. The frequency plot of the numbers of samples within
15-VIEU/ml intervals indicated that 294 samples (74%) were be-
low the lower limit of quantification of 15 VIEU/ml for ELISA-2
(Fig. 4). Another 49 samples (12%) had TBEV IgG levels below 63
VIEU/ml and 9 (2%) had activities between 63 and 165 VIEU/ml
(i.e., negative and indeterminate, respectively) by ELISA-2. In
contrast, ELISA-1 had only 2 samples (1%) with activities below
15 VIEU/ml; a large group of 230 samples (58%) had levels below
63 VIEU/ml and hence were called negative, and another 103 sam-
ples (26%) had activities in the indeterminate range between 63
and 126 VIEU/ml (Fig. 4). Thus, ELISA-1 and ELISA-2 differed

350

not only in TBEV IgG quantification values but also in the quali-
tative categories of negative, indeterminate, and positive sera.

To investigate concordance between the two assays, the defini-
tions for the respective ELISAs were applied (Table 2). Concor-
dant results were obtained for 276 sera (69.3%), including 44 pos-
itive (11.0%) and 232 negative (58.3%) sera. Discordant results
were obtained for 122 sera (30.7%). These results included 15 fully
discordant results, all being ELISA-1 positive (i.e., >126 VIEU/
ml; median, 167 VIEU/ml [IQR, 130 to 179 VIEU/ml]) but
ELISA-2 negative (i.e., <120 VIEU/ml; median, 29 VIEU/ml
[IQR, 10 to 51 VIEU/ml]), and 107 partially discordant results,
including 6 sera with intermediate or positive reactivity in both
assays and 101 sera with indeterminate ELISA-1 results (median,
84 VIEU/ml [IQR, 73.5 to 102.0 VIEU/ml]) but negative ELISA-2
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TABLE 2 Comparison of ELISA-1 and ELISA-2 results

No. of samples

ELISA-1 ELISA-1 ELISA-1
ELISA-2 result positive indeterminate negative Total
Positive 44 2 0 46
Indeterminate 4 0 0 4
Negative 15 101 232 348
Total 63 103 232 398

results (median, 7 VIEU/ml [IQR, 4.0 to 16.5 VIEU/ml]). Of the
latter, 74 sera had levels of <15 VIEU/ml by ELISA-2 and were
accepted as TBEV IgG negative. Repeat testing was performed for
the 15 fully discordant sera, the 27 sera that were ELISA-1 inde-
terminate but ELISA-2 negative (but =15 VIEU/ml), and the 6
sera with intermediate or positive reactivity in both assays (see
Table S1 in the supplemental material). All retested sera remained
discordant, but 7 and 4 sera changed ELISA-1 and ELISA-2 sub-
groups, respectively, from fully to partially discordant, as they had
activities close to the respective VIEU/ml limits. Analysis ina 3 X
3 contingency table indicated that there were significant differ-
ences in the qualitative categories (P << 0.0001, chi-square test)
and the agreement was only fair (k = 0.347 [95% confidence
interval [CI], 0.274 to 0.420]).

Neutralization testing. Selected sera of interest were submit-
ted for neutralization testing (NT) at an external reference labo-
ratory. Of the 44 concordant positive sera, 33 sera tested positive
for TBEV neutralization at a dilution of =1:10. Among the 15 fully
discordant sera, only 1 serum tested positive by NT. Among the 6
partially discordant sera with more than intermediate or positive
results by ELISA-2, 1 tested positive by NT. Of the remaining 27
sera with more than 15 VIEU/ml by ELISA-2, no serum was NT
positive (Fig. 1). The agreement between NT results and the cate-
gorical readouts was moderate for ELISA-1 (¢. = 0.545) but sub-
stantial for ELISA-2 (¢, = 0.700).

Characterization of discordant sera. To address the potential
role of cross-reacting antibodies, we investigated 15 fully discor-
dant and 33 partially discordant sera by indirect immunofluores-
cence, using a flavivirus panel containing yellow fever virus (YFV),
West Nile virus (WNV), dengue viruses (DENVs) 1 through 4,
and Japanese encephalitis virus (JEV). The highest titers of =100
were identified against YFV in 18 sera (38%). The highest titers
against DENV were found in 2 sera (4%) and against WNV in 1
(2%). ELISA-1 results were mostly indeterminate or positive for
these sera, whereas ELISA-2 results were mostly negative (see Ta-
ble S1 in the supplemental material). These results suggest that
cross-reactivity contributed more to the indeterminate results
measured by ELISA and that ELISA-2 was more specific than
ELISA-1.

Seroprevalence among healthy blood donors. The seropreva-
lence among healthy blood donors in Basel amounts to 15.3%
(63/398 samples) according to ELISA-1 but only 11.6% (44/398
samples) according to ELISA-2. Using neutralizing antibodies de-
tectable at a dilution of 1:10 as a reference, a seroprevalence of
8.8% (35/398 samples) must be assumed.

DISCUSSION

Serological testing for TBEV-specific antibodies is a key tool for
TBE diagnosis, assessment of vaccine responses, and seroepide-
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miological studies. The latter is gaining interest in view of the
notion that, similar to other flavivirus infections, TBEV infections
may not always lead to neurological disease and corresponding
diagnostic evaluations. Given the increasing reports of symptom-
atic TBEV infections and the geographical expansion of TBEV-
infected tick populations in Europe, complementing seropreva-
lence studies are of interest to better estimate TBEV exposure
across different geographic areas and the changes over time.

The present study indicates that the two commercially avail-
able ELISAs differed significantly in their results on both quanti-
tative and qualitative levels. On a quantitative level, both assays
measure OD at 450 nm and provide transformations of anti-
TBEV IgG activity in VIEU per milliliter, but both the primary and
transformed results were significantly different. ELISA-1 results
were significantly higher than ELISA-2 results for the entire pop-
ulation of healthy blood donors and for paired results in a Bland-
Altman analysis, indicating a mean bias of +0.32 for OD,5, values
or +37.1 VIEU/ml. Although the manufacturer’s protocol at-
tempts to account for this higher reactivity of the ELISA-1 with a
large indeterminate zone, only 69% concordant results with
ELISA-2 were obtained. Conversely, 31% of the results were dis-
cordant, most of which (26% [n = 103]) showed indeterminate
reactivity with ELISA-1 and negative reactivity with ELISA-2.

The reason for the discrepancy between ELISA-1 and ELISA-2
results is not entirely clear. The different TBEV strains used as
antigens, i.e., Neudoerfl and K23, are unlikely to explain these
differences, since both strains are highly conserved in their capsid
proteins, and both are used as immunogens in vaccines. In fact,
the degree of amino acid variation within European subtypes has
been shown to be low, with a maximum divergence of 2.2% (7).
The K23 and Neudoerfl strains are used in the European vaccines
Encepur (Novartis Vaccines and Diagnostics GmbH & Co., Mar-
burg, Germany) and FSME-Immun (Baxter AG, Vienna, Austria),
respectively. Both vaccines induce neutralizing antibodies against
all three subtypes of TBEV, but there might be some differences in
reactivity depending on whether homologous or heterologous
coating antigens were used for the vaccine (14, 15).

The transformation to VIEU could be a possible contributing
factor, since these units are arbitrary (16) and not based on inter-
nationally validated and transferrable standard materials (such as,
for example, the WHO-approved hepatitis B surface antibody
standard units). However, the fact that the primary results ex-
pressed as OD,5, values also showed these differences reduces the
potential role of VIEU transformation.

More likely, the coated antigen preparation is less pure and
might contain cross-reactive antigens other than mature capsid
proteins in virions, which could come from the cell culture and
include conserved nonstructural flaviviral proteins. This was also
suggested by the frequency histogram (Fig. 4), which revealed a
significant population of low-level reactive sera in the negative
zone, tailing off into the indeterminate and positive zones, for
ELISA-1. In contrast, the vast majority of sera classified as negative
by ELISA-2 had activities of =15 VIEU/ml. The susceptibility to
cross-reactivity of ELISA-1 is supported by the indirect immuno-
fluorescence results for other flaviviruses. High titers for YFV,
DENV, and WNV were associated with higher VIEU/ml values for
ELISA-1 but not ELISA-2. Overall, ELISA-2 results showed
greater agreement with NT results than did ELISA-1 results (n =
92; ¢. = 0.700 versus ¢. = 0.545). Our data suggest that ELISA-1
is more sensitive and ELISA-2 is more specific, with the reduced
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specificity of ELISA-1 resulting in part from cross-reacting anti-
bodies directed toward other flaviviruses. A recent external quality
assessment (EQA) reported generally sufficient sensitivities for 15
commercial ELISAs and, in agreement with our findings, indi-
cated that cross-reacting antibodies might impede reliable diag-
nostic statements. Furthermore, the need for an international
standard was raised due to overall differences in cutoff values (17).
The ELISAs evaluated in our study were included in the EQA, but
sera with indeterminate results and larger sets of cross-reactive
sera were not investigated.

Neutralizing antibodies are considered to be the best func-
tional correlate of protection against TBEV infections. In our
study, 33 of 44 sera with concordant positive results were NT
positive at a dilution of 1:10, indicating that 75% of the positive
test results were specific, with functional activity. It is unclear
whether the 11 NT-negative sera must be considered falsely posi-
tive for the presence of TBEV-specific IgG or whether the sensi-
tivity of this functional test at a dilution of 1:10 simply missed
antibodies present at lower levels. In its present form, NT is costly
and requires a specialized laboratory, both of which impede its use
for larger-scale seroprevalence studies. Translating our results
into TBEV seroprevalence rates among healthy blood donors in
Basel, ELISA-1 yielded 15.8% positive results (n = 63), which
increased to 41.7% when indeterminate results (n = 166) were
included. ELISA-2 yielded 11.6% positive results (n = 46), which
increased to only 12.6% when indeterminate results (n = 50) were
included. NT identified a minimal seroprevalence estimate of
8.8%, close to the 11.6% value for ELISA-2.

Our study has some limitations that should be acknowledged.
First, because of costs, not all sera were tested by neutralization
testing, but we included those with at least one positive result or an
indeterminate result and more than 15 VIEU/ml in either of the
ELISAs. As discussed above, however, only 2 sera were identified
in the latter population (4% [n = 48]). Taking into account the
limited sensitivity of NT, the seroprevalence in this population is
likely to be between the minimal NT estimate of only 35 NT-
positive samples among the 398 samples (8.8%) and the ELISA-2
estimate of 11.6%. These rates correspond to earlier seropreva-
lence data from a geographically close area in the upper Rhine
valley (18). A second drawback of our study is the lack of infor-
mation on the vaccination or exposure histories of our population
of healthy blood donors. The YFV responses in 18 individuals are
most likely the results of vaccination, but the reactivity to DENV
in 2 individuals and to WNV in 1 individual must be due to expo-
sure, as vaccines were not available at the time of blood sampling.
Finally, we note that the ELISAs were not used to evaluate patients
with suspected TBEV-related disease. For such patients, higher
sensitivity at the expense of specificity might be warranted, in
order to avoid missed diagnoses. However, the search for less spe-
cific IgM in the acute second phase of TBE is not without problems
(19), due to partly overlapping clinical presentations of other fla-
vivirus infections, the increased potential of cross-reactivity, and
the increasing risk of exposure to other flaviviruses through travel
and now autochthonous transmission within Europe (20-22).
This raises questions about confirmatory testing strategies.

We conclude that cross-reactivity among flaviviruses remains a
limitation of TBEV serological testing that clinical virology labo-
ratories and clinicians should consider. The ELISA-2 revealed rea-
sonable sensitivity and specificity for population screening of hu-
man sera for anti-TBEV IgG. Neutralization testing remains the
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most specific assay and should be reserved for selective reference
applications, including confirmatory testing and assessments of
vaccine protection and failure (5, 23).

ACKNOWLEDGMENTS

We thank Jacqueline Samaridis for her excellent help in preparing the
serum samples for ELISA testing; Angelika Aebli-Rold, Elsbeth Baumgart-
ner, Jacqueline Glaus, and Sasa Maksimovic from the Lab Serology Divi-
sion of Infection Diagnostics for their much appreciated help in perform-
ing ELISA-1; Elsbeth Baumgartner and Thomas Klimkait for helpful
discussions regarding the DS2 system; Christoph Schaefer (Euroimmun
AG, Switzerland) and Katia Steinhagen (Euroimmun AG, Germany) for
their help concerning ELISA-2 and indirect immunofluorescence testing;
and Franz X. Heinz and the Austrian Reference Centre for TBEV (Vienna,
Austria) for performing NT.

REFERENCES

1. European Centre for Disease Prevention and Control. 2012. Epidemi-
ological situation of tick-borne encephalitis in the European Union and
European Free Trade Association countries. European Centre for Disease
Prevention and Control, Stockholm, Sweden.

2. Medlock JM, Hansford KM, Bormane A, Derdakova M, Estrada-Pena
A, George JC, Golovljova I, Jaenson TG, Jensen JK, Jensen PM, Kazi-
mirova M, Oteo JA, Papa A, Pfister K, Plantard O, Randolph SE, Rizzoli
A, Santos-Silva MM, Sprong H, Vial L, Hendrickx G, Zeller H, Van
Bortel W. 2013. Driving forces for changes in geographical distribution of
Ixodes ricinus ticks in Europe. Parasit Vectors 6:1. http://dx.doi.org/10
.1186/1756-3305-6-1.

3. Hvidsten D, Stuen S, Jenkins A, Dienus O, Olsen RS, Kristiansen BE,
Mehl R, Matussek A. 2014. Ixodes ricinus and Borrelia prevalence at the
Arctic Circle in Norway. Ticks Tick Borne Dis 5:107-112. http://dx.doi
.org/10.1016/j.ttbdis.2013.09.003.

4. Rieille N, Bressanelli S, Freire CC, Arcioni S, Gern L, Peter O, Voor-
douw M]J. 2014. Prevalence and phylogenetic analysis of tick-borne en-
cephalitis virus (TBEV) in field-collected ticks (Ixodes ricinus) in southern
Switzerland. Parasit Vectors 7:443. http://dx.doi.org/10.1186/1756-3305
-7-443.

5. Heinz FX, Stiasny K, Holzmann H, Grgic-Vitek M, Kriz B, Essl A,
Kundi M. 2013. Vaccination and tick-borne encephalitis, central Europe.
Emerg Infect Dis 19:69-76. http://dx.doi.org/10.3201/eid1901.120458.

6. Gaumann R, Muhlemann K, Strasser M, Beuret CM. 2010. High-
throughput procedure for tick surveys of tick-borne encephalitis virus and
its application in a national surveillance study in Switzerland. Appl Envi-
ron Microbiol 76:4241-4249. http://dx.doi.org/10.1128/AEM.00391-10.

7. Ecker M, Allison SL, Meixner T, Heinz FX. 1999. Sequence analysis and
genetic classification of tick-borne encephalitis viruses from Europe and
Asia. ] Gen Virol 80:179-185.

8. Holzmann H, Aberle SW, Stiasny K, Werner P, Mischak A, Zainer B,
Netzer M, Koppi S, Bechter E, Heinz FX. 2009. Tick-borne encephalitis
from eating goat cheese in a mountain region of Austria. Emerg Infect Dis
15:1671-1673. http://dx.doi.org/10.3201/eid1510.090743.

9. Balogh Z, Ferenczi E, Szeles K, Stefanoff P, Gut W, Szomor KN, Takacs
M, Berencsi G. 2010. Tick-borne encephalitis outbreak in Hungary due to
consumption of raw goat milk. J Virol Methods 163:481-485. http://dx
.doi.org/10.1016/j.jviromet.2009.10.003.

10. Egli A, Infanti L, Dumoulin A, Buser A, Samaridis J, Stebler C, Gosert
R, Hirsch HH. 2009. Prevalence of polyomavirus BK and JC infection and
replication in 400 healthy blood donors. ] Infect Dis 199:837—846. http:
//dx.doi.org/10.1086/597126.

11. Kardas P, Sadeghi M, Weissbach FH, Chen T, Hedman L, Auvinen E,
Hedman K, Hirsch HH. 2014. Inter- and intralaboratory comparison of
JC polyomavirus antibody testing using two different virus-like particle-
based assays. Clin Vaccine Immunol 21:1581-1588. http://dx.doi.org/10
.1128/CVI1.00489-14.

12. Stiasny K, Holzmann H, Heinz FX. 2009. Characteristics of antibody
responses in tick-borne encephalitis vaccination breakthroughs. Vaccine
27:7021-7026. http://dx.doi.org/10.1016/j.vaccine.2009.09.069.

13. Bland JM, Altman DG. 1986. Statistical methods for assessing agreement
between two methods of clinical measurement. Lancet 1(8476):307-310.

14. Jilkova E, Vejvalkova P, Stiborova I, Skorkovsky J, Kral V. 2009.

cviasm.org 759


http://dx.doi.org/10.1186/1756-3305-6-1
http://dx.doi.org/10.1186/1756-3305-6-1
http://dx.doi.org/10.1016/j.ttbdis.2013.09.003
http://dx.doi.org/10.1016/j.ttbdis.2013.09.003
http://dx.doi.org/10.1186/1756-3305-7-443
http://dx.doi.org/10.1186/1756-3305-7-443
http://dx.doi.org/10.3201/eid1901.120458
http://dx.doi.org/10.1128/AEM.00391-10
http://dx.doi.org/10.3201/eid1510.090743
http://dx.doi.org/10.1016/j.jviromet.2009.10.003
http://dx.doi.org/10.1016/j.jviromet.2009.10.003
http://dx.doi.org/10.1086/597126
http://dx.doi.org/10.1086/597126
http://dx.doi.org/10.1128/CVI.00489-14
http://dx.doi.org/10.1128/CVI.00489-14
http://dx.doi.org/10.1016/j.vaccine.2009.09.069
http://cvi.asm.org

Weissbach and Hirsch

15.

16.

17.

18.

19.

760 cvi.asm.org

Serological response to tick-borne encephalitis (TBE) vaccination in the
elderly: results from an observational study. Expert Opin Biol Ther 9:797—
803. http://dx.doi.org/10.1517/14712590903066711.

Lindblom P, Wilhelmsson P, Fryland L, Matussek A, Haglund M,
Sjowall J, Vene S, Nyman D, Forsberg P, Lindgren PE. 2014. Factors
determining immunological response to vaccination against tick-borne
encephalitis virus in older individuals. PLoS One 9:e100860. http://dx.doi
.org/10.1371/journal.pone.0100860.

Hofmann H, Heinz FX, Dippe H. 1983. ELISA for IgM and IgG antibod-
ies against tick-borne encephalitis virus: quantification and standardiza-
tion of results. Zentralbl Bakteriol Mikrobiol Hyg A 255:448—455.
Litzba N, Zelena H, Kreil TR, Niklasson B, Kuhlmann-Rabens I, Remoli
ME, Niedrig M. 2014. Evaluation of different serological diagnostic meth-
ods for tick-borne encephalitis virus: enzyme-linked immunosorbent, im-
munofluorescence, and neutralization assay. Vector Borne Zoonotic Dis
14:149-159. http://dx.doi.org/10.1089/vbz.2012.1287.

Kaiser R, Kern A, Kampa D, Neumann-Haefelin D. 1997. Prevalence of
antibodies to Borrelia burgdorferi and tick-borne encephalitis virus in an
endemic region in southern Germany. Zentralbl Bakteriol 286:534—541.
http://dx.doi.org/10.1016/S0934-8840(97)80057-6.

Stiasny K, Aberle JH, Chmelik V, Karrer U, Holzmann H, Heinz FX.
2012. Quantitative determination of IgM antibodies reduces the pitfalls in

20.

21.

22.

23.

Clinical and Vaccine Immunology

the serodiagnosis of tick-borne encephalitis. ] Clin Virol 54:115-120. http:
//dx.doi.org/10.1016/j.jcv.2012.02.016.

Pierro A, Landini MP, Gaibani P, Rossini G, Vocale C, Finarelli AC,
Cagarelli R, Sambri V, Varani S. 2014. A model of laboratory surveillance
for neuro-arbovirosis applied during 2012 in the Emilia-Romagna region,
Italy. Clin Microbiol Infect 20:672—677. http://dx.doi.org/10.1111/1469
-0691.12436.

Pervanidou D, Detsis M, Danis K, Mellou K, Papanikolaou E, Terzaki
I, Baka A, Veneti L, Vakali A, Dougas G, Politis C, Stamoulis K,
Tsiodras S, Georgakopoulou T, Papa A, Tsakris A, Kremastinou J,
Hadjichristodoulou C. 2014. West Nile virus outbreak in humans,
Greece, 2012: third consecutive year of local transmission. Euro Surveill
19(13):pii=20758. http://www.eurosurveillance.org/ViewArticle.aspx
?Articleld=20758.

Tomasello D, Schlagenhauf P. 2013. Chikungunya and dengue autoch-
thonous cases in Europe, 2007-2012. Travel Med Infect Dis 11:274-284.
http://dx.doi.org/10.1016/j.tmaid.2013.07.006.

Vene S, Haglund M, Lundkvist A, Lindquist L, Forsgren M. 2007. Study
of the serological response after vaccination against tick-borne encepha-
litis in Sweden. Vaccine 25:366—372. http://dx.doi.org/10.1016/j.vaccine
.2006.07.026.

July 2015 Volume 22 Number 7


http://dx.doi.org/10.1517/14712590903066711
http://dx.doi.org/10.1371/journal.pone.0100860
http://dx.doi.org/10.1371/journal.pone.0100860
http://dx.doi.org/10.1089/vbz.2012.1287
http://dx.doi.org/10.1016/S0934-8840(97)80057-6
http://dx.doi.org/10.1016/j.jcv.2012.02.016
http://dx.doi.org/10.1016/j.jcv.2012.02.016
http://dx.doi.org/10.1111/1469-0691.12436
http://dx.doi.org/10.1111/1469-0691.12436
http://www.eurosurveillance.org/ViewArticle.aspx?ArticleId=20758
http://www.eurosurveillance.org/ViewArticle.aspx?ArticleId=20758
http://dx.doi.org/10.1016/j.tmaid.2013.07.006
http://dx.doi.org/10.1016/j.vaccine.2006.07.026
http://dx.doi.org/10.1016/j.vaccine.2006.07.026
http://cvi.asm.org

	Comparison of Two Commercial Tick-Borne Encephalitis Virus IgG Enzyme-Linked Immunosorbent Assays
	MATERIALS AND METHODS
	Blood donor population.
	TBEV-specific IgG ELISAs.
	Neutralization testing.
	Indirect immunofluorescence testing.
	Statistical analysis.

	RESULTS
	ELISA reproducibility of calibrators.
	Comparison of TBEV antibody activities in ELISA-1 and ELISA-2.
	Comparison of qualitative results.
	Neutralization testing.
	Characterization of discordant sera.
	Seroprevalence among healthy blood donors.

	DISCUSSION
	ACKNOWLEDGMENTS
	REFERENCES


